From this titmtion the number of pmoles;f H+ released during the assay can be colculclted. Also, corbamyl phosphate can be assayed by letting the reaction go to completion, i.e., by permitting alI the carbomyl phosphate to convert to o carbamyl amino acid, and determining the number of pmoles H+ released.
Starting with 2.00 ml 0.05 M ospwtate, 0.180 units of enzyme, H20, 0.01 M NaOH, 0.50 ml 0.00425 M carbamyl phosphote in a total final volume off.85 ml, it wc~s determined that the NaOH was 0x0947$ and that the initiaTvelocity of the reaction was 0.1843 pmole H+ per minute. Subtracting carbomyl phosphate hydrolysis, 0.0057 pmoles H+ per minute, leaves an initial velocity of 0.1786 pmoles H+per minute. Aliquots of this reaction mix were assayed colcrimehically, and the initial velocity was shown to be 0.180~moles carbumyl apartate per minute. This close agreement speaks for the validity of the pH-stat assay method at this pH and under these conditions. This work was performed under USPHS Grant GM-10206 -03. ---Biology Department, Rice University, Houston, Texas.
